Sir:
Tannase has been known to hydrolyze the the ester linkage as well as depside linkage of tannic acid into gallic acid and glucose. The enzyme may be obtained from certain molds of Aspergillus and Penicillium.
The enzyme from the culture broth of Aspergillus oryzae has been investigated by Yamada et al.,1,2) and some properties of the enzyme were reported.
In the course of investigation on the chemical nature of the active site of tannase, we have found that the enzyme is a typical serine enzyme which contains a serine in the active site of the enzyme.
The experimental evidences are briefly presented in this com munication.
The enzyme has been purified about 30-fold from the mycelial extract of Aspergillus flavus (IFO 5839) grown on the tannic acid medium, by a procedure involving ammonium sulfate and tannic acid precipitations, DEAE-cellulose column chromatography, Sephadex G-200gel filtrations and acetone fractionations.
The final preparation showed a single symmetric peak upon ultracentrifugation and electro phoresis.
The molecular weight of the enzyme was calculated to be 192,300 by the ap proach-to-sedimentation equilibrium method3) and 194,000 by the sedimentation-diffusion method.
3)
The enzyme was a glycoprotein containing 25 per cent of hexose and displayed an isoelectric point at about pH 4.0.
The enzyme was not inhibited by metal chelating agents and SH-reagents but potently inhibited by diisopropylfluorophosphate (DFP).
The inhibition was not immediate, but required a period of preincubation of the enzyme with DFP. The inhibitory effect of DFP on the enzyme was investigated with 32P -labelled DFP and the results are shown in Table I and Fig. 1 . Table I shows the incorporation of radioactivity into the enzyme. The fact that 1 mole of 32P is incorporated into 1 mole of enzyme to give complete inhibition, is suggestive that the enzyme contains one essential serine per mole of enzyme.
The DF32P inhibited enzyme was partially hydrolyzed with 2N HCl and the hydrolysate was subjected to the high voltage paper electrophoresis.4) Radioactive phos phorylserine was identified on the radioauto graph of ionogram of the 32P-labelled enzyme. The radioautograph obtained from the tannase was then compared with those from chymo trypsin and subtilisin. Fig. 1 shows the radioautograph of 32P-labelled proteins. It is obvious that the amino acid sequence around Ferment. Tech., 45, 233 (1967) .
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